U.S. Ser. No. 09/673,779 -7- 
Clean Copy of Currently Pending Claims 
January 31, 2003 

WHAT IS CLAIMED IS: 

1 . (Amended) A method for identifying the presence of a bacterium in a sample 
comprising 

a) testing said sample by Gram-staining and 

v\ «*ia o^rrrni** wifh TMY%Hr* arr-nrHino in an /m situ hybridisation urotocol 

selected on the basis of the outcome of said Gram-staining and identitying the presence of 
the bacterium in the sample. 

2. A method according to claim 1 wherein said sample is a clinical sample. 

3. (Amended) A method according to claim 2 wherein said sample is mammalian 
blood. 

4. (Twice Amended) A method according to claim 1 when said Gram-staining 
indicates the presence of a Gram-negative bacterium in said sample, further comprising 
determining the rod or coccus character of said bacterium, 

5. (Amended) A method according to claim 4 wherein said character is of the rod type, 
further comprising hybndising said sample with at least one probe selected from a group 
consisting of probes capable of hybridising with nucleic acid found Escherichia cola, in 
Klebsiella pneumoniae, in Klebsiella oxytoca, in Serratia marcescens. in Enterobacter 
aerogenes, in Enterobacter cloacae, in Proteus vulgaris, in Proteus mirabilis, in Salmonella 
typhi, mPseudomonas aeruginosa. 



Received from < 312 655 1502 > at 1 31 03 6:46:44 PM [Eastern Standard Time] 




U.S. Serial No. 09/673,779 -8- 
Clean Copy of Currently Pending Claims 
January 31, 2003 

7. (Twice Amended) A method according to claim 6 wherein said probe is having no 
more than five mismatches with a probe selected of a group consisting of probes having a 
sequence GCCTGCCAGTTTCGAATG (SEQ ID NO:l) or GTAGCCCTACTCGTAAGG 
(SEQ ID NO:2) or GAGCAAAGGTATTAACTTTACTCCC (SEQ ID NO:3) or 

GTT AGCC GTCC CTTTCTGG (SEQ ID NO:4). 

8. A method according to claim 4 wherein said character is of the coccus type, liirther 
comprising subjecting said sample to treatment with a lysis buffer comprising lysozyme. 

9. (Twice Amended) A method according to claim 1, when said Gram-staining 
indicates the presence of a Gram-positive bacterium in said sample, further comprising 
determining the rod or coccus character of said bacterium, 

10. A method according to claim 9 wherein said character i$ of the rod type, further 
comprising subjecting said sample to treatment with a lysis buffer comprising lysozyme 
and/or Proteinase K. 

1 1 . (Amended) A method according to claim 9 wherein said character is of the coccus 
type, fiirther comprising determining a chain-like or clump-like character of said bacteria, 

12. A method according to claim 1 1 wherein said character is chain-like, further 
comprising subjecting said sample to treatment with a lysis buffer comprising lysozyme. 

13. (Amended) A method according to claim 12 further comprising hybridising said 
sample with at least one probe selected from a group consisting of probes capable of 

c } u t re ' ( o < " ( * u .v j a e awii. 
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14. A method according to claim 13 wherein said nucleic acid is ribosomal RNA. 

15. (Twice Amended) A method according to claim 1 4 wherein said probe is having no 
more than five mismatches with a probe selected of a group composed of probes having a 
Sccjuence i mi v^v^v_^*wTCTGATGGG (SEQ ID NO;5) or 

AGAGAAGCAAGCTTCTCGTCCG (SEQ ID NO: 1 0) or GCC ACTCCTCTTTTTCCGG 
(SEQIDNO:7). 

16. A method according to claim 1 1 wherein said character is clump-like, further 
comprising subjecting said sample to treatment with a lysis buffer comprising lysostaphin 
and/or Proteinase K. 

17. (Amended) A method according to claim 16 further comprising hybridising said 
sample with at least one probe selected from a group consisting of probes capable of 
hybridising with nucleic acid found in Staphylococcus aureus, in Staphylococcus 
haemolyticus, in Staphylococcus saprophytics, 

18. A method according to claim 17 wherein said nucleic acid is ribosomal RNA, 

19. (Twice Amended) A method according to claim 18 wherein said probe is having no 
more than five mismatches with a probe selected of a group consisting of probes having a 

^ [ sequence GCTAATGCAGCGCGGATCC (SEQ ID NO:8) or 

CCGAAGGGGAAGGCTCTA (SEQ ID NO: 9) or AGAGAAGCAAGCTTCTCGTCCGTT 
(SEQ ID NO: 10). 
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20. (Twice Amended) A method according to claim 4 further comprising hybridising 
said sample with at least one positive control probe and/or with at least one negative control 
probe. 

2 1 . (Amended) A method according to claim 20 wherein said positive control probe 

*i -c *:™„*„u & ^ «,;fli r> *v*>/Vk*i «7i tVi thf- cpniipnr.e 

COmpnSlllg nO lUUie Ulilll llVC JUIWUa^uva vnui»pw U w ~~i 

GCTGCCTCCCGTAGGAGT (SEQ ID NO:l 1) and/or wherein said negative control probe 
comprises no more than five mismatches with a probe with the sequence 
ACTCCTACGGGAGGCAGC (SEQ ID NO: 12). 

22. (Twice Amended) A method according to claim 1 further comprising a one-step 
procedure of binding bacteria present in said sample to a microscopic slide and 
simultaneously fixing intracellular structures. 

23. (Twice Amended) A method according to claim 1 wherein said probe is selected for 
its properties of reactivity with a selected one or more of bacterial genera and/or species 
including a consideration of the susceptibility to antibiotic treatment of said probe. 
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\- being prevent] in « sanpfe ^comprising (y 

a) testing said Sanple by Gram- staining wfi 

b) unfitting said sample with a probe according to an in 
sicu hybridisation protocol selected on the basic of the 

outcome of said Gxam-efcainingQ and i^r.f^nj*ep^ w ^ flu Iw*^ u ife s*»»plc^ © 
2. A niefchod accortJing to claim 1 wherein said sample ia a 
rrl inical. *aiqpl e . 

metttod according to claim 3 wherein said aawple is ® 
{^Ta^lffi blood£_ preferably being derived from a taimax}. © 
0 i-KJiwSa»d according to claim a|T 2 or IJ^rein^sala ®^nwl(§),@g) 
Gram- staining indicates the presence of" a (3ram-n^&t.ivt> 
bacterium in «aid aattple, further comprising determining 
.the rod or coccus character of said bacterium. 

method according to claim 4 wherein said character ia 
of the rod type, further conprieing hybridising said ^ 
aainple with *t least one probo selected from a groi^of © 
probes eapable of hybridising with nucleic acid found in 
Escherichia coll, in Xlebaiella pneumoniae, in Jaefoslella 
cusytoca, in Serratia jnaxceficens, in £nfc«roi>acfc&r 
aez-ogenea, in Enterobacter cloacae, in Protein? vulgaris, 
in Prateus nirablll*, in Salmonella typhi, in P^euddmonas 
aeruginosa, 

6- A. method according co claim 5 wherein oaid nucleic acid 
^^^^iriboeonial RKA. 

73VA^thod according to claim 6 wherein said probe is^^ 
having no more than £ iv<£ preferably no mora than tv^ (g) 
nvismatchac with a probe selected of a groupiScm©o»ed] of 
probas having a sequwca OCCTCCCAQTTTM^TGfor 

OTACKTCCTACTCGTA^^or C^GCAAAjMTATTAACTTTACTC^Q^ or ^ & ® 

9- A method according to claim 4 wherein gaid character ia 
of tHa coccus type, fur char cott^priaiiwr subjecting said 
aaichpla to treatment with a ly«i 3 buffer dorjipriaing 
s lyspryme . \ 

r ^*S$&k , ---1 .r~ 1^ ^ ^ , • 



s oa s . .. : . ... ■ 
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bacterium in .aid eampie, further comprising de-tertnlnlny 
the rod or coccus character of said bacterium. 
10. A method according to claim 9 wherein said character 
as of the rod type, further comprising subjecting s »id 
B «nple to treatneat with a lysis buffer comprising 
(A^iJoP 02 ^ and/or Proteinase k. 

U\V«sthod according to c i aim 9 wherein said charaecer%> 
i* of the coccus type, further comprising determining a 
chair.- like or clutap-like character off said bacteria. 
12. A method according to claim 11 wherein said character 
is chain-like, further prising subjecting said aan^le 
f -to treatment wsr.h a lwic „ ^ __. 

~M\ A ^"<=« a^o^ding to claim L2 further comprising <3> 
hybridising^ ™ le wich at le«t one probe elected ^ 
from a group A of pgobea capable of hybridising' with nucleic © 
acid found in SQterococeus faecalls, in streptococcus 
pneumoniae, in streptococcus otitis, in streptococci 
WriJans, in Streptococcus sanguis, i a feteroceceus 

14. A method according to claim 13 wharaia eaid nucleic 




15 A raethod according to claim 14 whereia a«id probe ia 
having no more than five^ preferably no more than t*ol 
nUSfnatchea ^ th • P«*« Belactad of a group cotmoaed of 
probes havi^ a mwxssRM^^ ® 

IS. A method according to claim 11 wherein said character 
ia clun^lika, f urth * r comprising subjecting aaid sample 
to treatment with a i yaia ouffar comprising ly9O0ta ^ 

17. -nsthod .ccotdxng to claim 15 f urcher comprising ® 
hybrxdaa.^id 3a ^la with at least one probe selected 
from * 3 roup A o^?roha. capable of hybridising with nucleic 
acid found in flt^rlocooey. amua . in ^^^^ 
^^JxtJcu,, in. staphylococcus saprophytic^ 
"'8. A nethftd according — 
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> A "«2iod according to claim le wherein sold probe 3^ 
bavin* no nam than f ivaJT preferably no more clan two] © 
mi snatches with a probe selected of a group ^mot^S^H ©© 

20 l(V A method according to(^ ofjclaimf 4 co 3far*JB&> 
comprising hybridiainq said aawple with at least" one 
positive control probe and/or with at least one negative 
control probe, 

2I^Tmfect»d according to claim 20 wherein said positive ® 
control probe comprise* no more than five mismatches with x 
„ yzdbi* with the sequence UCTl'ac^ccOSTAaCt^^^/ or (|) 
wherein said negative control probe comprise, no more than 
five mietaatchae 7^a\»itoA-3f rdbe With seejienee 



<3> 



V 22 ^A. method according to ^anyone of] clainf 1 to 2l] _i_ ^(^fW*<ft@$\ 
further comprising « one-step procedure [fco bin&blicteria fe^)'^ 
present in said sample to a microscopic slide «3r 

(fr^5S53£SL W9ly f;bs ^ ntr * cell ^r structure*. -^--^ 

^ 23.^A^5nod according tognyone of) claimE i to 2ah @© AWjg) 
wherain said probe i* elected for ft^reletivity with © 

eongruent]hsusc*pta.bilicy to and bs «t- < /. . , 



eongr uen^uac^pta.p^ty' fco antibiotic treatment^ *^ ^ 
sTTAprobe detecting or identifying a bacterium uT±~~~- 
sa/iple, preferably a clinical eample, said probe designed 
to hybridise specifically with nucleic acid in bacteria 
with congruent susceptibility or resistance to 
antibiotics. 



^- N 'A prob«, according to claim 24 wherein Baid probe La 
having no more than five, preferably no more than two 
mismatches with a probe selected of a gxoup composed of 
probes having a, _ sequence GCCTOCCAGTTTCg]^^^ 
GTATOCCTACTCGT^^2 GACCAAAOOTArTAACT^^«^ 
GTXASCCSTCCCTTT«^or tTATCCCCCTCT^f 
AWGAAGCftAGCTTCTCGrK^^- GCCACTCCTCtT 



ACAGA AOCAAOTTTCTrcrrcc^ * ***** 
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26. a diagnostic t*«c k it cotupjriaing moaaa for Meeting 
or identifying a bacterium suepectad of being praaent ia a 
Dwpla U * in 3 » method according to anyone of claims 1 to 
23 or using a probe according to claim 24 or 2S. j 
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